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In the Claims ^ 

1 (currently amended): A non-mutated naturally-occurring high-affinity monoclonal 
antibody, having a binding affinity to a protein antigen, wherein the affinity is characterisable by: 

(i) incubating first and second samples of the antibody in antigen-coated microtitre plate 
wells at a concentration chosen to be within the Unear part of a standard curve at pH 7.2 for 1 hour at 
37°C; 

(ii) removing unbound antibody from both samples; 

(iii) incubating the first sample with PBS at pH 7.2 for 1 hour at 37°C, and reducing the pH 
of the second sample to pH 3 or below and incubating for 1 hour at 37°C; 

(iv) removing unbound antibody from both samples; 

(v) incubating both samples with anti-antibody alkaline phosphatase-conjugate for 1 hour at 

37°C; 

(vi) removing unbound conjugate from both samples; and 

(vii) adding PNPP substrate to the samples, measuring the absorbance of the samples at 405 
nnv and determining the amount of antibody bound to antigen, wherein the amount bound in the 
second sample is > 50% of that of the first sample. 

2 (currently amended): The antibody* according to claim 1 , wherein the amount of antibody 
bound in the second sampl e, at the end of step vii. is > 60% of that bound in the first sample. 

3 (previously amended): The antibody, according to claim 1, wherein the pH in step (iii) is 
reduced to pH 2.5 - pH 2.0. 

4 (previously amended): The antibody, according to claim 1, which is non-rodent. 

5 (currently amended): The antibody, according to claim 1 , which has affinity for a tumor- 
associated antigen. 
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6 (previously amended): The antibody, according to claim 5, wherein the antigen is 
carcinoembryonic antigen. 

7 (previously amended): The antibody, according to claim 1, which is a single-chain Fv, 
F(ab')2,Fvorfab. 

8 (currently amended): The antibody, according to claim 7, having a heavy chain variable 
region comprising the amino acid sequence defined in SEQ ID No. 2 and a light chain variable 
region comprising the amino acid sequence defined in SEQ ID No. 4, or a variant thereof feaving-at 
l u a i l I h u umnu j jj unw t i i". < 1 otrn min r ri hy thr rfrr in rt1ni ™ 1 : wherein the binding affinity to a 
protein antigen of said variant is characterisable by: 

(i\ incubating first and second samples of the antibody in a ntigen-coated microtitre plate 
wells at a concentration chosen to be within the linear part of a standard curve at pH 7.2 for 1 hour at 
37°C: 

removing unbound antibody from bot h samples: 
(iifl incubating the first sample with PBS at P H 7.2 for 1 hour at 37°C and reducing the pH 
of the second sample to p H 3 or below and incubating for 1 ho ur at 37°C: 
(ivl removing unbound antibody from both samples; 

(vl incubating both samples with anti-antibodv alk^ ne pht>sphatase-coniugate for 1 hour at 

37°C: 

(vi) removing unbound conjugate from both sa mples: and 

(vifl adding PNPP substrate to the samples, measuring the absorbance of the samples at 405 
nm. and determining the amount of antibody bound to ant igen, wherein the amount bound in the 
second sample is > 50% of that of the first sample . 

9 (withdrawn) 

10 (withdrawn) 
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1 1 (new): A high-affinity monoclonal antibody, wherein said antibody is a natural antibody 
produced by immunizing a non-rodent mammal with a protein antigen, or is a recombinantly- 
produced version of said natural antibody, and wherein the affinity of said antibodyis characterisable 
by: 

(i) incubating first and second samples of the antibody in antigen-coated microtitre plate 
wells at a concentration chosen to be within the linear part of a standard curve at pH 7.2 for 1 hour at 
37°C; 

(ii) removing unbound antibody from both samples; 

(iii) incubating the first sample with PBS at pH 7.2 for 1 hour at 37°C, and reducing the pH 
of the second sample to pH 3 or below and incubating for 1 hour at 37°C; 

(iv) removing unbound antibody from both samples; 

(v) incubating both samples with anti-antibody alkaline phosphatase-conjugate for 1 hour at 

37°C; 

(vi) removing unbound conjugate from both samples; and 

(vii) adding PNPP substrate to the samples, measuring the absorbance of the samples at 405 
nm, and determining the amount of antibody bound to antigen, wherein the amount bound in the 
second sample is > 50% of that of the first sample. 

12 (new): The antibody, according to claim 1 1 , wherein the amount of antibody bound in the 
second sample, at the end of step vii, is > 60% of that bound in the first sample. 

1 3 (new): The antibody, according to claim 1 1 , wherein the pH in step (iii) is reduced to pH 
2.5 -pH 2.0. 

14 (new): The antibody, according to claim 11, which is non-rodent. 

15 (new): The antibody, according to claim 11, which has affinity for a tumor-associated 
antigen. 
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16 (new): The antibody, according to claim 15, wherein the antigen is carcinoembryonic 
antigen. 

17 (new): The antibody, according to claim 1 1 , which is a single-chain Fv, F(ab') 2 , Fv or 

fab. 

18 (new): The antibody, according to claim 17, having a heavy chain variable region 
comprising the amino acid sequence defined in SEQ ID No. 2 and a light chain variable region 
comprising the amino acid sequence defined in SEQ ID No. 4, or a variant thereof; wherein the 
binding affinity of said variant to a protein antigen is characterisable by: 

(i) incubating first and second samples of the antibody in antigen-coated microtitre plate 
wells at a concentration chosen to be within the linear part of a standard curve at pH 7.2 for 1 hour at 
37°C; 

(ii) removing unbound antibody from both samples; 

(iii) incubating the first sample with PBS at pH 7.2 for 1 hour at 37°C, and reducing the pH 
of the second sample to pH 3 or below and incubating for 1 hour at 37°C; 

(iv) removing unbound antibody from both samples; 

(v) incubating both samples with anti-antibody alkaline phosphatase-conjugate for 1 hour at 

37°C; 

(vi) removing unbound conjugate from both samples; and 

(vii) adding PNPP substrate to the samples, measuring the absorbance of the samples at 405 
nm, and detemiining the amount of antibody bound to antigen, wherein the amount bound in the 
second sample is > 50% of that of the first sample. 
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